The reappearance of Tf receptors on Fe-PIH cells after their removal by pronase treatment was examined as previously described."5 " l-Tf binding to cells was measured before and after pronase treatment and again after 30 and 60 minutes of reincubation ofcells in fresh medium.
Gelfiltration studies.
Five nanogram "I-Tf-Fe was incubated with 250 .tL 100-fold concentrated CM for 90 minutes at 37#{176}C. The mixture was applied to a 2.5 x 30-cm Sephadex G200 column and was eiuted with PBS containing 20 sg/mL BSA. The cpm in the fractions (2 mL) was counted in an LKB Compugamma 7-counter. In a parallel experiment, 10 sg nonradioactive Tf was incubated with the mixture of ' 'I-Tf plus CM before gel filtration.
In another experiment, the concentrated CM alone was separated by gel The filter was treated as described above except that it was incubated in buffer containing =3 x 10' cpm/mL I-OKT9
(instead of 'I-Tfl. 1) . The '251-Tf-Tf-binding protein complex could be immunoprecipitated with two different anti-Tf receptor MoAbs, B3/25 and OKT9 ( Fig 3A) . These antibodies were used because they do not interfere with the binding of Tf to its receptor. #{176}' ' Increases in the concentration of the CM (Fig 3A) or increases in the concentration of OKT9 (Fig 3B) Fig 7A) . In contrast, the detergent-solubilized cell-surface
Tf receptor analyzed under similar conditions had an approximate mol wt of 94,000 ( Fig 7B) . For personal use only. on January 9, 2018. by guest www.bloodjournal.org 
cocktail
of protease inhibitors, receptor release was inhibited by 98% (Fig 8) For personal use only. on January 9, 2018. by guest www.bloodjournal.org From
